Cell morphology: RAECs exhibited a short fusiform or polygonal shape. However, when the cells converged into monolayers, they appeared to have a typical pebble shape.(A) 40×; (B) 100×; (C)100×) Endothelial cell identification: RAECs were investigated by using acetylated low-density lipoprotein(LDL)labeled with 1,1'-dioctadecyl-3,3,3',3'-tetramethyl-indocarbocyanine perchlorate (DiI-Ac-LDL, Molecular probe, Eugene,OR, USA) staining, as described previously [1] [2] [3] [4] [5] .The procedure as follow: 1. DiI-Ac-LDL method. After DiI-Ac-LDL was engulfed by endothelial cells (ECs), its lipoproteins are degraded by lysosomal enzymes and DiI (fluorescent probe)is accumulated in ECs. We observe the fluorescence intensity of the cells to determine whether the cells belong to ECs by fluorescence microscopy. The procedure as follow: (1) DiI-ac LDL was added directly to the culture medium at a final concentration of 20 ug /ml; (2) Add it to RAECs, and Cells were incubated at 37°C for 4 hours; (3) With a pipette to remove medium; (4) Wash the cells three times with PBS; (5) Fluorescence intensity of cells was observed by fluorescence microscopy at Ex/Em = 549 nm/565 nm.
